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INTRODUCTION 
SjGgren’s syndrome i s  xi autoiinniunc disease char.ic- 
terized by lymphocytic infiltration and destruction of- 
s.iliv,iry and lacrimal gland$. Many viruses, such ‘ is 
huniaii cytomeg~ilovirus, hepatitis C virus, human T- 
lymphotropic virus type-1 or Epteiri-Barr virus, have 
heeii thought to be iiiiplicated in the causation of 
Sjtjgreii’s syndrome 1 1. Several studiej have also sug- 
gested that ‘1 retrovirus could be iriiplicated in Sjiigren’s 
syiidroine [21. Antibodies to the group antigen (gag) 
proteins a n d  peptides o E  unknown human retroviruses 
hnve been identified in the sdivary glands of patients 
with Sjiigreii’s syndrome 13-51, Ibxwi t ly ,  a secpeiic-e 
correspoiiding to part of ‘I novel human retrovirus, 
dcsignatcd huiiim retrovirus-5 (HIW5), has been 
idcntiticd in s,iliv,iry glands ti-oiii one patient with 
S-jiigreii’s syndroiiic [ h ] .  This 932-bp sequence was 
~mplifird by reverse tmii\criptase I’CK from salivary 
g1,iiid tissue of a patient with priiii~ry Sjiigren’c 
$yndronie. This gcnoiiiic fragiiient w x  c 
of  .I novel exogenous retrovirus. 
To investigate the possibility o f  a crius.il association 
bctwreri HlW-.5 ‘ind Sjiigreii’c syiidronie, we aniplified 
.I fragiiieiit of I)NA extracted from salivnry gland 
tissues taken from patients with prim‘iry and sccondiiry 
Sjiigren’s syndrome by ‘1 nested 1 X R .  
MATERIALS AND METHODS 
We rxxiiincd salivary gland tissues froni 63 piticnts 
wi th  priiiiary ( r i = l  8 ;  iiiean age 39 years; sex ratio 
(M/F) 2: 10) and secondary (1~x46;  iiieaii age 56 years; 
sex r,itio (M/F) 8:38)  Sjiigren’s \yiidroiiie. Accepted 
criteri‘i for the diagnosis of Sjiigren’s syiidroiiie were 
+plied to all pattieiits (7). Histopcithologic coiifirma- 
tioii WAS also obtained for all subject5. 
DNA was extracted froni salivary gland biopsies 
using a published procedure [X I :  fragments of glands 
were iricubated in 200 pL of lysis buffer (10 niM Tris- 
Nonidet-1’40, 0.5% v/v Tween-20) with proteinase K 
(2 iiig/iiiL) at 37°C overnight. Extraction of DNA 
was performed by the phenol/chloroforrn method. 
D N A  w.is then precipitated in absolute ethanol a n d  
resuspended in distilled water. The DNA was stored in 
aliquots a t  -SO”C. 
D N A  from the human P-globin gene was amplified 
by I’CK 111 all samples to ensure the quality of DNA 
extr,iction aid the absence of PCK inhibitors. 
For the detection of HRV-5, 5 pL of each salivary 
gland I)NA extract (300-500 iig) was aniplified by 
iiested PCR in 50-pL reaction mixtures containing 50 
mM KCl ,  1 0  mM Tris-HCI (pH X.3), 2 iiiM MgC12, 5 
piiiol of edch oligonucleotide primer, 200 pM each 
deoxynucleoside triphosphate and 1.25 units of Taq 
polymerase (Boehringer Mannheim GinbH, Mann- 
heini, C;erriiany). 
First-st‘ige PCK conditions were 25 cycles of 94°C 
for 30 s. 6i”C for 30 s and 72°C for 30 s (forward 
pi-iiiier, 5‘-TCAGGTGCTTCATTGGCAGGATCA- 
3’; reverse primer, 5’-TAAAATTTGTACTTTTGGG 
CA<:TGC:TG3‘). 
Two iiiicroliters of each of the first-stage products 
wa transfirred to a second PCR reaction and further 
aniplified for 25 cycles of 94°C for 30 s,  54°C for 
30 s a n d  72°C for 30 s (forward primer, 5’- 
TGCAACCTTATGTTAGTGCACTCC-3’; reverse 
pr inier, 5 ’-TACTGCCTGGTCAACATATAG-3’) ; a 
product of 701 bp resulted. The positive control was a 
plasmid coiitaiiiiiig the HRV-5 sequence with a 91 -bp 
Nml fiagnieiit deleted from the published reverse 
transcriptxse region. Resulting fragments were separated 
by agarose gel electrophoresis. After staining with 
HCl (pH 8.0), 50 11iM KCl, 25 niM MgC12, 0.5‘% V/V 
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ethidium bromide, the gel was visualized by UV trans- 
illumination. 
RESULTS AND DISCUSSION 
Except for the positive control, none of the 64 samples 
was positive for HRV-5. This result suggests that HRV- 
5 is not implicated in the pathogenesis of either primary 
or secondary Sjogren’s syndrome. 
Recently, a 933-bp retrovirus sequence amplified 
by reverse transcriptase P C R  has been isolated from the 
saiivary gland of a patient with primary Sjogren’s 
syndrome [6].  
This sequence was a part of a gene containing 
overlapping open reading frames encoding part of the 
protease and reverse transcriptase proteins. 
Phylogenetic analysis showed that this sequence 
was related to type B and type D retroviruses and came 
from an exogenous retrovirus designated HRV-5. This 
preliminary result suggested that HRV-5 may be 
associated with Sjogren’s syndrome. 
Our study provides no evidence that HRV-5 is 
involved in the etiology of primary or secondary 
Sjogren’s syndrome. Further studies are needed to 
investigate a pathogenic role for HRV-5, its epidemio- 
logy and its role in other human diseases. 
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The presumptive etiologic diagnosis of pneumonia 
is based on epidemiologic, clinical, radiologic and 
laboratory data. The microbiological examination of 
bronchoalveolar exudate may be done on sputum or 
endotracheal secretion aspirates (ETSAs), which are 
relatively easy to obtain. Gram stains of sputum or 
ETSAs are advocated to aid selection of initial narrow- 
spectrum antimicrobial therapy. The utility of this 
procedure has been emphasized traditionally for the 
diagnosis of pneumococcal pneumonia. There is 
controversy, however, concerning the sensitivity and 
specificity of the Gram stain for presumptively identi- 
fying Streptococcr~s pnerrmoniae. Reported sensitivity has 
varied from 35% to 96% [l-81 and specificity from 13% 
to 85% [2,6,7]. At least three factors contribute to this 
broad range of results. First, the etiologic reference 
standard by which Gram stains have been evaluated in 
most studies, i.e. culture, is subject to criticism. Second, 
